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Mapping of the mutations in the suppressors strains D4 and D27:
P1 phage mediated transduction experiments showed that the mutation(s) responsible for the phenotypes of D4 and D27 were located at a single locus (data not shown). Genetic mapping of the locus was carried out by the method of generating miniTn10 (confers resistance to kanamycin, Kan R ) insertion libraries in D4 and D27 using phage λNK1316 as delivery vehicle (Kleckner et al., 1991) . P1 phage lysates raised on these libraries were used to transduce E. coli KL16 harboring pCAT am1 metY CUA/3GC and selection of transductants on Kan. Transductants were then replica plated onto Kan plus Cm plates. P1 phage lysates were raised on many of the cotransductants (Cm R Kan R ), and used to transduce E. coli KL16 harboring pCAT am1 metY CUA/3GC
and selection on Kan. This was followed by patching of transductants on Kan, and Kan plus Cm plates. The transductant (Kan R Cm R ) with the highest co-transduction frequency (~ 80% in D4
and ~75% in D27) were selected for mapping. High linkage of the chromosomal mutation conferring Cm R with the Kan mini-transposon was further confirmed by back transductional crosses on D4 and D27 using P1 phage lysates raised on the selected transductants that showed Kan R Cm S phenotype upon patching. To map the chromosomal location of the transposon, we followed the inverse PCR technique (Higashitani et al., 1994 S2 ). A high probability candidate within this region, the metZWV operon encoding for the majority of tRNA fMet in E. coli, was amplified by PCR (Experimental procedures) and subjected to DNA sequence analysis (Fig. S3 ) to reveal that D4 and D27 possessed novel mutations within the promoter region of metZWV ( Fig. 2A) .
Promoter mutations in metZWV in D4 and D27 independently confer the ability to initiate with the 3GC initiator tRNA:
To ensure that the promoter mutations ( Fig 
